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Online Resource 1 Isolation of single copy transformants with the pZ2b-derived plasmids 
containing the pcbAB promoter fused to the lacZ gene and mutations of CreA binding 
sites, following the strategy described by Gutiérrez et al. (1999). a. Scheme of the 
integration event of the pZAB-CreA1 plasmid (as model for all other plasmids in Table 2) 
at the pyrG locus of strain P. chrysogenum npe10 pyrG. Loss-of-function mutations in the 
pyrG gene present in the genome of the recipient strain and in the pZ2b-derived plasmids 
are indicated by a red dot. A single crossing-over in the DNA region between both 
mutations (indicated with a crossed double arrow) enables targeted integration at the 
genomic pyrG locus with reconstitution of a functional pyrG gene, which allows selection 
of transformants in minimal medium. Restriction enzymes are: BamHI (B), EcoRI (E), 
HindIII (H) and XhoI (X). The BamHI site in the pyrG gene of plasmid pZ2b was mutated to 
get a non-functional pyrG gene, and is indicated with an asterisk (B*). b. Selection by 
Southern blot of single copy transformants with the PpcbAB::lacZ fusion integrated at the 
pyrG locus. Total DNA from transformants was digested with XhoI. A 360 bp SalI-EcoRI 
fragment from the 3’-end of the pyrG gene was used as probe in all hybridization 
experiments. When a single integration event at the pyrG locus occurred two bands 
appear in the blots, with sizes of 8.5 and 4.0 kb, as happens in lane 8 of the left panel for 
instance. Additional bands of 3.5 kb or other sizes reveal the presence of additional copies 
integrated elsewhere in the genome. The plasmid used for transformation is indicated at 
the top of each panel, and the selected transformant is highlighted with a rectangle. Lane 
1 in all panels contains DNA from the recipient strain npe10 pyrG, which produces a 
hybridization signal of 9.0 kb. 
 
 
 
 
 
  
Online Resource 2 Specific penicillin production of creA-attenuated transformants and the 
control strains Wisconsin 54-1255 and Wis/pJL43-RNAi, at five different time points during 
the culture. Cultures were performed in flasks as described in Materials and Methods. 
Data represent the mean and standard deviation of three independent experiments, with 
two flasks per condition, and two bioassays for each sample. The two lowermost panels 
show the pH of the medium; the initial pH was 6.1 for both the glucose- and the lactose-
containing medium.  
 
